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Abstract of CN1328156 

A process for preparing the fusion protein used for glucose sensor includes such step as synthesizing 
DNA chain for coding polylysine, annealing it at 65 deg.C to become dual-chain short DNA fragment, 
gene splicing to create the expression carrier pPICGLT of fusion protein, linearizing it by restriction 
endonuclease, transferring it into yeast, screening yeast recon, extracting genom DNA of yeastfor test, 
expressing and purifying fusion protein, culturing transformant in MM culture medium at 30 deg.C for 72 
hr while adding methanol once per 24 hr, linking fusion protein with ceptor, preparing glucose sensor and 
electrochemical test. Resultant sensor features wide linear range up to 45 mmol/L, great amplitude of 
response signal and long storage period. 
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#4fe^^»iiSI|l«»W DNA 
DNA«§£ 65«C«^J«5R«W® DNA ft 

P PICGLT;$Hg pHCCLT^KIHttrtlOil 

stu i ^ttftM,fflJS4Mfr«lbft«fta SMN» ; s&izg 

JU^ttfflTfcjffift, ilJRS#W«Hffl DNA mm ; 
£££ A^lgN«&>^,^« 30«C T MM « 
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5'-agctt,aag,aag,aag,aag,aaa,aag,aag,aaa,aag.aag,gc-3' 
5 , -ggccgc,ctt,ctt,ttt,ctt,ctt,ttt,ctt,ctt,ctt,ctt,a-3 ; 

tt& 65V&'X&j$,M&tom dna Jffifi pGEM-tgol dna fflRiMttfltij 

SI Swafl I |P HindSmmV), «lBII%*@ift>tS. M$ pPIC9 DNA # &«z0 I 

c, &fttt# pPiCGLT gRfflgrtttR stui m&ikis, 

&&&&&& Pichiapastoris GS1J5 

d, mnn.&=?mm&, wmmhrnm®. dna^pcr^sm, 

E, M^m& GLT 30-CT« MD 

n<ct&3mmm&, i<Mm# mm Q2A*#fo*m 

mwtn 2mi wm n m^m.±mm. m®m®?%&& q- 

Sephorose Fast Flow gfctt;tt££{fc; 

F, gfe^gfi GLT i5*H*«3ft, lk*g&*tiXttMtt±fl<|ft£K^ 

G, «^$tft$3§W#J#, K&4Mt*ttftiil& 2ul ^IftifcMlft 
HSU:. S^MT«^, £«tt*iI«jl--jMttlFlfeflR. ttl«*^W*«. 

&®.JkMi?m&5frW1fimm, ITftft 80mgGOD fctf^ 4ml ft NaHEPES g 



ftWL^mmmth pH7.3 mmm, at&inA ioo mg m&m 480m g ^n, 

PH7.2-7.3, %E.%1)UX 60ml ttm®mm.itM, lfM*A««ffit, ffl^M 
*?. J&Mffl O.lmol/L. pH6.0 Mtf^&W&iStfr 48 ^W. igtfTM& 4-8 



ft ® ^ 



£«#«itltt> W^fllJffiffl*^, ^rSM4^>f#®« 0 1984 ^ Cass ^1T5fc 

(disposable) g§«. X±#^Afl!]||^JlkLtliF««BfilBW*tt 50%tft#ifr 
IPSfcgattftffl tt*±R-«ME 20-25mmol/L, *ffiif ^Mflffli 

5 , -agctt,aag,aag,aag,aag,aaa,aag,aag,aaa,aag.aag,gc-3' 
5'-ggccgc,ctt,ctt,ttt,ctt,ctt,ttt,ctt > ctt,ctt,ctt,a-3 

2> Mizmmmm, p picglt cglt Km®® 

Manage, «M«*tt«i«4i«mift*«««ttK). j^mm dna 

ttft 65'CH* 7 4M» Afttttttt DNA ft( )tll),|» pGEM-TGOL <J) DNA 

ftMttrttiift &*0 1 fp Ar/iNflisM. ut«ttB«[ft i. 7Kb 

2; Mm P PIC9 DNA « 5«o5 I *D Aift I 8. Okb £^W>tS. 



*?#&3. n&u >tS2, net 3 m t 4 dna mmmmm. nmm^m&^m 

ifciM* pPICGLT(GLT GOD-(Ser-Gly) 5 -(Lys) 10 ) ( J&PfiS 1 ). 

3> %ti£WLW pPiCGLT ^PB^ittrt^iS s*«/ attftB, fflft£JMMMt& 

4^ S^MTWflKS: Ji^WW^aa DNAffcPCR(|t&lHl5£fij62) 

5, Sfe-^-ia GLT nit, &it?& 30'CT MD (»$£# 
SC^#S (YNB) 1.7g/L, MM® 5g/L, 20g/L, £$/3S 400ug/L) 

od^i. 2-1. 5, 2000 £ / aft<&4fcJtit«m. ttttttM? 

10ml MM (YNB 1.7g/L,9S««! 5g/L,*P«I 12ml/L, 400w g/L, B&§ 

67jC#i& 10g/L,pH 5.6) #24/jNBtlpJ^#^tp#in2ml¥», 
m 72 /JxBt. ft«I8Ltift$. /835PJ§8^ Q-Sephorose Fast Flow gfcttft 
ttifc. 

6, sb^sa glt 54Htftg&, tt^sg^i»«iftm«±a<)M^^ 

7, *im#««tt$f#, %&4Hteifrftift- 2ui si^xft^ftwx^ 

8, fcttSMfcil: ff^tt$tt*ftftllf feftttJHM Model 270/250 

fefli. fi^s#»T: (E,r-o.5v, **±ffeji (e x ) =+o.5v, iassii 

£3> 20mV/S. #Fp*£W O.lmol/L IKitff, ££#&$MlfltfUB. ifftftfe^ 
&ffl&ia&tiJfifett. £@£tfjE&&T (+0.45V, Mf Ag/AgCl#tfc&$), 

sis 30 #w«<tMie^T*aff^^. 

45mmol/L, E&mtiftX. 



m 2 %m£mmm%mmmmmmm&* pcr rit m glt 
sa^ma. M: 1Kb dna um^RBm-. u m^mm-. 2, 3-. pcr^ : 
4: mmm, 

S3 ^H^SI^^MW^^^ffl. a) Fc-GLT b)Fc-GOD c 
c)Fc-GOD„e&|R. (jg&ffciE, ^±*ffi(E,)=-0.5V(E A ), ft}ffijl£=K).5VroV/s). 

a 4 %=&n%WLMm&fcm. a) Fc-GLT b)Fc-GOD c 
c)Fc-GOD w sfe&. < Ift ffeji =450mV ) 

k (±js^x^^) ^igisi^w dna m mmG%m%$m 

5 , -agctt,aag,aag,aag,aag,aaa,aag,aag,aaa,aag.aag,gc-3' 
5 , -ggccgc,ctt,ctt,ttt,ctt,ctt,ttt,ctt,ctt,ctt,ctt,a-3 

2, Mga#fg, mm$k£m&M%&mft p picglt : ±&£j&m dna 
65r«i^ 7 immiazmmm dna 1 ): mu p gem-tgol dna 
mmmftwm s^b i *d ^oddrbs^. «jm«ftisiiifegr 1. 7Kb 

^>tS 2 : J|® pPIC9 DNA ffl S>w5 I A^r I >Rg$#J[eIi|fc 8. Okb ££fi<JJt&. 
MI3, Htfjftll (60nl):10Xbuffer 6 P 1, J0t& DNA 45 u 1, 0. 1% BSA 6u 
l.PB«jttrt«J*3ul. 

SStfJ/^gSjCfli©^ (8%) m%t®ft&,M-& (Sangon,Uniq-10) 

»glttJtf£. tfRl, tfft2» >tS3ffiT 4 DNA ligase&ft, ft£|]ft£-£& 

P PICGLT(GLT GOD-CSer-GlyVCLysU (JftPftffl 1). 
tJtllU M"R2, >*-a3WDNA«i.tfc*3. It lo 

mmwM (20ui): 

1.7Kb DNA 8 ixl, 

8. Okb DNA 9ul, 
10X^#$ 2ul 



t 4 dna mmm 1 u 1 

Pichia pastoris GSIJ5 <P . 

pPICGLT DNA 44 ul 

lOX^M 611 1 

StuI 4ul 
iK.m&}%LM7k 6 ul 

m£.mw%iik&&}#m: #50mi Gsu5%%mftmmm£.oD 60a =o.2, : ? 

2000 *t / frft'b 5 ^Itife^^JJfi, fo&m 10 ml TjC, 10 ml SCE (lmol/L 
llj^g?, 1 mmmol/L EDTA, 10 mmmol/L SftgUB? 10 ml SK 

(lmol/L Oi^fiC, 67 mmol/L fltMStt*. pH7.5) + . in A 20 u 1 lift? 
1$ (Lyticase) 301Cftffl 30 10ml (lmol/L) ft 

Wft, 10mlCaS(10mmol/LCaCl 2 , lmol/L dj^®) ft-ft, S;Ui£j!#^ 0. 6ml 
ft CaS <K & lOOul m±mW. 10ul DNA, 5ul StH*S DNA *§-££giaT 
MW 20 WJSJqA 1.2ml PEG (3350) *|g&W 15 ft®, 3000g/min ft 

4 frVf, &M1&±mW, JWA 150ul SOS (lmol/L djggft, lOmmol/L 
CaCl„ 0. 3*YPD) , ^MTMW 30 $M*. ttfBUMW£. 83 lmol/L dj$Bftff 
M 0.5ml, JpAftffl^ 56Cft±J3#«#J|E$, ^fUffi RD T«±, ffljgffi^ 
MTJM 4 ibKAMft. *ffi&«¥. 
^SMTfiiJg™ 2-3 /hut. ih£&|ft7k#j¥£, 28-30-CM 

4, wm&?wn& 

»*»#»ifc^ dna ^ pcr tug. msHffittitttjr&Jitt 
t*f^^»T: nrfc*y*iii±jjH*. jjmm±. mbs-jra^ smi i yS isg# 

("S 1%SDS, lOmmol/L pH7.4 Tris-HCl, lOmmol/L EDTA, 0.05mol/L 
NaCl), ipA 70 u 1 g K ( 15mg/mO # 80 u 1 RNA SI. £ 37*CTiSW 2 * 

at. #t 7o*ct 10 %mm±&.m, wjsinA 1 / 10 wmm 5moi / l 



iHA*?#«to»-iUfr»« (»: SCifr; ##S? = 25: 24: 1) DNA, ft± 

iPA 2 ffifM 100%5^ZLg?i?L^ DNA. SS^WlHl'te DNA 
i&T 2 felft TE iJPA 1 / 10 3mol/L NaAc |P 0. 6 fe$m&*H 

DNA, W'fc*±». «jg#DNA«7 100-200ul 
PCRftjg (50ul): 





5 ill 




3ul 




lul 




lul 


dNTP 


4vl 


wt^mmts. dna 


lul 


Taq DNA M&M 


0.3ul 


DDW 


34. 7 w 1 



(*±m\% 5' -TACGTAAGCAATGGCATTGAAGCCAGC-3' 
*TM3\%)i 5' -GGCCGCCTTCTTTTTCTTCTTTTTCTTCTTCTTCTTA- 3 ' ) 
PCRMJf^#:MSPE480« i #TO±iafi : . 94V, 3##, 1 >MfJf, 94 
*C, IfrW. 57-C, 72-C, 2##f>, 30^3*. 0.5XTBE 

(mm o.7%mmmf&, o.5u 8 /ul 6ov 1 

-2 /hut. lkb DNA *4MTT»**HB* 

£31 (JJLWffl2). 

#4fcT £ 30TCT MM J£#g (S*ttiH^#S YNB0.17g, (NH4) 2 S0 4 
0.5g, 5%WB) %m72'W, m 24 'hftiip-ftm GLT gfe^-SSS AOX1 
^^MftfflTS PichiapastriesGSUS t^ii. SaMW^ifc^»T: 

SStt-ffl 20«Z.»«fctt-ffl»H7Kfta-ffl 0.02mol/L fi 2 ^^^™^ 
0rtt-±#-#fiHifeJtt (jjfejftfcfc 0-0. lraol/L IK 0-0. 2mol/LNaCl jfc 
Jtti*«* l.anl/nin) -4HNfc* <M 7ml) -&$|t|fc3St+#B a gMIS*S;fPg 



&$m-®i$kM<GM%&&}ft& m loomi). mk$mmbffi&imwLi&-2o 

££5&»g&M$&Jg. foM GOD mfe&lljmaT: W Sigma MM 
GOD(A.niger)fffe?ifl^ 0 /JJ P H5.6, O.lmol/L tfUK^MBfiftJ 2mg/ml « 
W» 2mg/ml 4P^-^#IS^P lOOU/ml ^SfttttlSIM. £ 5ml ft'&W 

4>##JipA lmi ffism^iSu 2ml -H-^S^^-®#JS^p^jl^^g|^ 

$#100yl. 30r«iSlO^^, iPA20wlGOD#?tMn£#p a n , 
^ 30*CTS/S30^M, iPA2ml 5mol/L &®**it&/&, 0D 52B . 

Me^ttft&&;iltt&tt£18tlPT: 80mg GOD 4ml W(N- (2 

-fg^Zlg) -«-N-2 (VlffiW) (OASmoVL)mnm<PBf$,®Lmti} pH7.3 
££#J*g$[ (£W&5, nTit^ffl O.lmol/LHCl sic 0.15mol/L ft Na-HEPES M 
pH {t) JpA lOOmg &<J«-3ZIS (EDO *P 480mg filM, pH {tSSf^Ui^ 

7.2-7.3, misMAeomg m^mmitm, mmmm\^mm^ , mmmm 

^*±il^o m O.lraol/L, pH6.0 PW&^WMflr 48 /Ntf. £jltilg+i8 

MMife 4-8 K»4*WfiS«|-att¥»*i^;fliW<l^«M. 

iS«¥K«ttiJiK|j||^56, ® n a nS§# Fc-GLT\ Fc-GOD w Fc-GOD c . 

7> «^$l#^SW$iJ# 

15cm n pvc(*nz,#/t> ±, epjsij 30 %mmm%®j£m. mm 

8> 

Al^tt$ttSilPTf-||*%i!tttS(#J|| Model 270/250 

^^^as- #«*#(»^f«i%*^%it**««*, fflm*ai*«2oui 

T: (E ( )=-0.5V, **ifcfcffi (E x ) =+0.5V. *3$j&g# 20mV/S. # 



o.imoi/L t&mmmftm a^mmm3^ ^st^mm 

ffl*Taft*Jffi%«E. £@£#JtfeffiT (+0.45V, fflXH 1 Ag/AgCl #tfc%|K), 

inA20ui#,ft#«jg, «ifc^tt««7FttjaK). MttttRTftaWftttfttt. 
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